Dried blood spots were prepared by spotting 50 LL of fresh blood, or standard, or control blood mixtures (9) onto the filter paper, which was allowed to air-dry for 2 to 3 h at room temperature before being stored in plastic bags at -70 #{176}C.
Storage Conditions
All standard and control sera were stored in aliquots at -70 #{176}C, and all serum samples were stored at -70 #{176}C for no longer than 15 days before ape B assay.
Dried blood-spot samples from neonates were stored at -20 #{176}C for less than 24 h after collection, and then transferred to -70 #{176}C. They were assayed within 15 days of -70 #{176}C storage.
Dried blood-spot samples for the Triton X-100 storage study (reported below), obtained from five pediatric patients, six healthy laboratory staff, and six hypercholesterolemic patients, were stored at -70 #{176}C immediately after the spots were air-dried. Then blood spots from each subject were brought to 4#{176}C on different days so that samples from each subject had been stored at 4#{176}C for 20, 15, 10, 8, 6, 4, 2, and 0 days, by the time of assay. All blood spots from the same patient, stored at 4#{176}C for different periods, were assayed on the same ELISA plate. in whole blood was 25% lower than that obtained in our previous study of more than 4500 neonates (10); and the 9% higher concentrations of ape B in female neonates noted in that study were not seen in the smaller population of the present study, despite a trend in that direction.
Procedures

Preparation
However, when ape B concentrations were related to apo A-I concentrations measured in the same sample by ELISA, the ape A-I concentrations in the female neonates were significantly higher than in the males, yielding correspondingly increased ape A-I/ape B ratios. In premenopausal women this ratio is higher than in age-matched men and is associated with a reduced risk of vascular disease (26). Therefore, the protective higher ratio of ape A-Ilapo B found in premenopausal women is already present during the first postnatal week. This occurs despite the slightly higher concentrations of ape B in the female neonates and may be relevant to an understanding of lipid-transport mechanisms in the neonatal period.
In summary, we have investigated methodological problems relevant to the establishment of an ELISA assay that could be used to measure ape B in dried blood spots obtained during current neonatal screening programs, and that could also be used for adult screening.
Our results suggest that an ELISA assay with pelyclonal antibodies is suitable.
